There are many effective chemotherapeutic agents used in influenza disease which some of them inhibit virus 
Materials and Methods

Viruses
Test compound
The newly designed POM-4960 with formula (P2W18O62) 6- was especially provided by the Faculty of Chemistry -Damghan University of Basic Sciences (11, 12) . The microbial and hemolytical properties of the compound were checked and their different concentrations were prepared in culture medium.
Colorimetric MTT assay
The MTT assay is based on the evaluation of the cells viability using the optical density of produced formazan by active mitochondria as described previously by Raphael (13, 14) . Briefly, 
Determination of TCID 50
The viral infectivity was determined using a 2-day culture of MDCK cells. Ten-fold serial dilutions of virus in the cell maintenance medium were inoculated into the confluent cell culture, which was further incubated at 37 °C for 24 h. In 2 days after infection a typical cytopathic effect (CPE) of FluV was observed and the TCID 50 was determined by the method of Reed and Muench and Karber (15, 16) .
Determination of CC 50 , MTC and MIC of POM-4960
The cytotoxicity of compound against were run in 1.5% agarose gel containing ethidium bromide and were detected on UV transluminator after electrophoresis. The PCR products were measured semi-quantitavely by determining band density ratio using "Image Tool" software.
Antibody
Influenza A direct FITC-conjugated antibody was prepared in goat serum and then labeled with FITC (UsBiological, Massachusetts).
This antibody was highly specific to influenza A H1N1 and its best dilution for this experiment was determined to be 1:50 in blocking buffer.
Direct immunofluorescent assay
Confluent MDCK cells grown on chamberslides were infected by tenfold dilution of the virus which was previously treated with EMCC of POM-4960 and incubated for 1 h at 37°C with 5% CO 2 .
Ten-fold dilution of untreated virus inoculated to MDCK cells was used for negative control. After 
Results
Determination of CC50 , MTC and MEC99 of POM-4960
Following inoculation of the cells with different concentration of POM-4960, the viability of the cells was measured by MTT assay. The (Fig.1) . The CC 50 of POM-4960 was calculated to be 100 µM in MDCK cell line.
Maximum tolerable concentration of the POM-4960 was determined as 50 µM/ml using MTT standard curve which showed no significant cytopathic effect (CPE) on the cells while obviously reducing the viral infectivity (Table 1 ). The MEC 99 (minimum effective concentration with 99% effectiveness) was determined as 10 µM/ml. 
Antiviral assay
Hemagglutination assay showed that POM- (Table 3) . 
RNA extraction and semi-quantitative RT-PCR
Reduction in PCR product content could be obviously observed by a decrease in PCR product band density after running on gel (Fig.2) . Semi-quantitative analysis on PCR products using band densitometry software "Image-Tool®" and statistical analysis by MannWhitney U test showed statically meaningful decrease (p<0.05) in genome content in the presence of POM-4960 (Fig.3) .
Direct immunofluorescent assay
The expression of the FluV surface glycoprotein knobs on the infected cells (influenza CPE) was evident after one hour infection (control group), however in the presence of POM-4960 the viral fusion was suppressed and the fluorescence spots were markedly faded compared to the negative control. Hence, POM-4960 has shown a fusion inhibitory effect against influenza A virus.
Discussion
The previous studies on the chemical and 
